(A) Budding percentage of EXO1-MYC cells in 30 minutes intervals from 30 to 210 minutes after release from α-factor block into YPD medium, corresponding to experiment shown in Figure 1A. (B) EXO1-MYC cells were synchronized in G1 with αfactor and then released into YPD medium supplemented with 0.2 M HU for 120 min. Samples were taken in G1 in 30 min intervals during S phase and analysed by flow cytometry (left panel) and immunoblot (right panel). The position of one content (1C) and two contents (2C) of DNA are indicated. Electrophoretic mobility of Exo1-MYC in the absence (-) or presence (+) of Phos-tag was compared by electrophoresis in polyacrylamide gels and immunoblot with α-MYC antibody. (C). An EXO1-MYC culture was synchronized with α-factor in G1 and then released into YPD medium containing either 0.2M HU, 0.033% MMS or no drug. Samples were taken at the indicated times, protein extracts were prepared, and proteins were analysed by immunoblot with α-MYC, α-Rad53 or α-PGK antibodies. Supplementary Figure 2. Analysis of exo1-6A/D phosphorylation mutants. (A) Scheme of the serines and threonines mutated in the exo1-6A/D mutants (marked in bold). (B) Electrophoretic mobility analysis of Exo1-MYC and Exo1-6A-MYC in Phostag polyacrylamide gels. Cells were synchronized in G1 and released into YPD medium in the presence of 0.033% MMS. Samples were collected at the indicated times and Exo1-MYC or Exo1-6A-MYC were detected by immunoblot with α-MYC antibody. (C) Analysis of replication intermediates at the ARS305 origin by two-dimensional gel electrophoresis in rad53Δ, rad53Δ exo1Δ and rad53Δ exo1-6D strains. Genomic DNA was prepared from samples collected at 30, 60, 90 and 120 min after release from αfactor arrest into YPD + 0.2 M HU. Black arrows point to bubble arcs that persist after long HU-treatment, from 90 min onwards, only in rad53Δ exo1Δ mutants. The black graphics on the left show the relative quantification of replication bubbles. The graphics on the bottom show the relative quantification of the large Ys (in grey) and small Ys (in white).
. Analysis of genetic interactions between exo1-23A/D and exo1-E150D/D173A mutations with rad27Δ.
(A) Tetrad dissection from the indicated heterozygotes. The black dots mark the colonies derived from rad27Δ mutant spores, while the crosses mark either exo1-23A, exo1-23D, exo1Δ, exo1-E150D or exo1-D173A mutant colonies on each case. The combinations that are synthetic lethal are marked with a square. (B) Drop assays of 1:5 serial dilutions of the rad27Δ and exo1-23A/D rad27Δ mutants on YPD plates.
Supplementary Figure 4. Analysis of replication of EXO1 phospho-mutants and
ND-mutants in a rad53Δ background in the presence of HU.
(A) Flow cytometry of the indicated strains synchronized with α-factor and released into YPD in the presence of 0.2M HU for 2 hours. Samples correspond to the experiment shown in Figure 4A . (B) Graphs show the quantification of bubbles (in black), large Ys (in grey) and small Ys (in white) relative to the monomer spot. Log. Supplementary Table S1 . S. cerevisiae strains used in this study
EXO1-MYC
All the strains used in this work are derived from W303 (ade2-1 ura3-1 his3-11,15 trp1-1 leu2-3,112 can1-100 
